[Abstract] This protocol has been developed for culturing primary glioblastoma cells. We have most experience in using it on rodent preparations, but it can also be used in culturing cells from other species.
Materials and Reagents

Phosphate buffered saline (PBS)
Note: Enzymatic and mechanical dissociation followed a modified protocol (Gensert and Goldman., 2001 ).
2. Treat the shredded tissue with 11 ml per sample digestive enzyme (1:1,000 dilution of Trypsin 2.5% in MEM containing 20 mM HEPES) for 30 min in a 37 °C shaking bath.
After the digestion, filter the dissociated cells through a 70 µm mesh. 6. Grow the cells in culture media containing a 2:1 mixture of basal media and B104 conditioned media (Canoll et al., 1996) , further supplemented with 10 ng/ml PDGF-AA and 10 ng/ml FGFb. 
